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www.bio-protocol.org/e2315 2. Add 10-20 ml homogenisation buffer containing sodium chloride (NaCl, 750 mM) and protease inhibitor cocktail to the ground mature pollen, re-suspend and leave it on ice for 30 min.
3. Centrifuge the homogenised mixture at 100,000 x g for 60 min at 4 °C. 3. Afterwards, remove water and add 1 ml of sodium bicarbonate (25 mM) and incubate at 37 °C for 15 min. Discard supernatant and add 1 ml of 25 mM sodium bicarbonate and 50% acetonitrile.
Incubate the samples at 37 °C for 15 min. Repeat this step.
4.
Remove the supernatant and dehydrate gel pieces in 300 μl 100% acetonitrile for 5 min at room temperature. Discard supernatant and dry out in a Speed-Vac for 5 min.
Note: Gel pieces should have a 'transparent-plastic' look. If the gel-pieces are still translucent, repeat the step.
www.bio-protocol.org/e2315 12. Inject digested peptides into a one-dimensional nanoflow LC-MS/MS system that has a precolumn.
13. Elute the peptides with an Ascentis column during 80 min and a gradient ranging from 5% to 50% (v/v) acetonitrile, 0.1% (v/v) formic acid and perform mass spectral analysis on an Orbitrap LTQ XL mass spectrometer with a controlled flow rate of 500 nl per minute and specific tune settings for MS as follows: spray voltage set to 1.8 kV; temperature of the heated transfer capillary set to 180 °C.
14. After each full MS scan, perform ten MS/MS scans, and dynamically select ten most abundant peptide molecular ions, with a dynamic exclusion window set to 90 sec.
15. Omit ions with a +1 or unidentified charge state in the full MS from MS/MS analysis.
Data analysis
A. Shotgun proteome analysis 1. Search the obtained raw data (in form of mass spectra) with SEQUEST algorithm present in Proteome Discoverer version 1.3. For this, set identification confidence to 5% FDR (false discovery rate) and the variable modifications to acetylation of N-terminus and oxidation of methionine, with a mass tolerance of 10 ppm for the parent ion and 0.8 Da for the fragment ion.
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